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We chose to use an even number of images for both treatment groups, with a variety of tumour sizes. As effect size and variation could not be
estimated prior to this experiment, being first in its kind, we based the sample size on experience with flow cytometry experiments where
usually 5-6 samples per group is sufficient to perform statistical testing.

From two images small areas were excluded because of a sudden drop in counts from the mass spec. These are detailed in the
rPhenograph_clustering.R script. This relates to the dataset used in figures 3-6 and Supplementary figures S4-S7

The changes seen in tumour microenvironment, related to cell numbers and phenotypes, have been successfully confirmed with flow
cytometry in two independent experiment. The Imaging Mass Cytometry experiment was conducted only once, due to its size, cost and
analysis time (2 years)

Mice were divided into two groups with equivalent tumour burden before randomly assigning each of the groups to a treatment. No other
randomisation applicable.

Therapeutic treatment of mice was done in a blinded setup, where the animal technician delivered the drug from coded vials, unaware of the
treatment. Immunohistochemical staining and scanning of the tissues was done blinded for treatment history. Data normalisation, clustering
and cell type annotation was performed on the dataset as a whole, without considering treatment history.

This information is supplied in Supplementary Tables 1 and 2

Validation of the antibodies has been described in the main text of the manuscript and shown in Supplementary figure 2

3LL, derived from Lewis Lung Carcinoma, modified with deletion of the NRAS gene, previously described in Molina-Arcas, et
al. Sci. Transl. Med. 2019

Cell line has been sequenced by WES and contains largely the same mutations as the cell line LL/2 (LLC1) from ATCC

Cell line was regularly tested for Mycoplasma and found negative.

No commonly misidentified cell lines were used in the study




